[Abstract] Eukaryotic cells heavily depend on adenosine triphosphate (ATP) generated by oxidative phosphorylation (OXPHOS) within mitochondria. ATP is the major energy currency molecule, which fuels cell to carry out numerous processes, including growth, differentiation, transportation and cell death among others (Khakh and Burnstock, 2009 ). Therefore, ATP levels can serve as a metabolic gauge for cellular homeostasis and survival (Artal-Sanz and Tavernarakis, 2009; Gomes et al., 2011; Palikaras et al., 2015) . In this protocol, we describe a method for the determination of intracellular ATP levels using a bioluminescence approach in the nematode Caenorhabditis elegans.
2. Use the same number of animals of each strain during sample preparation.
3. Freeze the samples in liquid nitrogen.
4. Store the samples at -80 °C until further analysis.
5. Immerse frozen worms in boiling water for 15 min.
6. Place the samples on ice for 5 min.
7. Spin down samples at 14,800 x g for 10 min at 4 °C.
8. Transfer sample supernatants into new 1.5 ml tubes.
9. Dilute sample supernatants tenfold by adding water before measurement. 10. Calculate the ATP content of each sample by using a log-log plot of the ATP standard curve data ( Figure 2B ).
11. Divided the ATP levels (obtained during step D10) with the total protein amount (nM/mg; obtained in step D6) in Microsoft Office 2011 Excel software.
12. Subject the data to further and more advanced statistical analysis ( Figure 2C ).
Data analysis
1. For each strain or condition, use at least 100 animals to obtain more accurate results.
2. For each experiment, the same number of nematodes should be examined for each strain and condition.
3. Each assay should be repeated at least three (3) times.
4. Use the Student's t-test with a significance cut-off level of P < 0.05 for comparisons between two groups.
5. Use the one-factor (ANOVA) variance analysis and correct by the post hoc Bonferroni test for multiple comparisons.
Notes
1. Take a toothpick and glue an eyebrow/eyelash hair to the tip of it. Let it dry at room temperature.
Then, use this tool to pick nematodes. Before using the eyebrow/eyelash hair always sterilize it by using 70% of EtOH. 
